using pH 4.4 phosphate buffer as stationary phase and a mixture of chloroform and n-butanol (4:1) as moving phase. A small amount of material was crystallized and found to have the same infrared spectrum as a sample of pure tetracycline. The rotation, [aD -241o, agreed well with the value found with pure tetracycline, and the spectral shifts found after treatment of solutions of the new material with 0.2 N HCl and 0.2 N NaOH were identical with those found when pure tetracycline was treated under these conditions. These physical and chemical characteristics together with the behavior in the paper chromatographic systems provide convincing evidence that these 5-hydroxytetracycline producing cultures produce a small amount of tetracycline.
